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Abstract 
Mineralization and subsequent calculus formation is 
a common complication of biofilm infections. In the 
urinary tract, these infected calculi often arise from 
infections by urease-producing bacteria. Ammonia, lib-
erated by bacterial urease activity, increases urine pH, 
resulting in the precipitation of Ca and Mg as carbonate-
apatite {Ca10(P04,C03MOH,C03) 2} and struvite 
(NH4MgP04·6Hp). These minerals become entrapped 
in the organic matrix which surrounds the infecting or-
ganisms and ultimately grow into mature calculi. When 
the causative organisms grow on urinary catheters and 
stents, the resulting mineralization can partially or com-
pletely obstruct urine flow. Mineralization may also ex-
acerbate tissue damage, lead to a Joss of kidney func-
tion, and aid in the dissemination of microorganisms into 
deeper tissues. Several factors influence mineral forma-
tion and growth during struvite urolithiasis. These in-
clude host factors such as urine chemistry and anatomy 
of the urinary tract, the presence and characteristics of 
any foreign objects such as catheters, and bacterial fac-
tors such as the type of organisms present and their viru-
lence factors. This review will address these and other 
factors which influence biofilm mineralization and cal-
culus formation in the urinary tract. 
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Introduction 
Proteus (P.) mirabilis and other urease-producing 
bacteria are a major cause of urinary tract infections 
(UTI) reviewed in (Gleeson and Griffith, 1993; McLean 
et al., 1988). The major risk in these UTI is the 
development of urinary calculi which typically contain 
struvite (NH4MgP04·6H20) and carbonate-apatite 
{Ca10(P04,C03MOH,C03) 2} as the predominate mineral 
components (Gleeson and Griffith, 1993; Hesse et al., 
1992; McLean et al., 1988; Stickler et al., 1993a, b). 
Infection stones account for only 5-20% of all urinary 
calculi, however, they represent a much more significant 
health problem and danger to the organs of the urinary 
tract than do conventional metabolic stones (McLean et 
al., 1988; Schmitz et al., 1993; Stickler et al., 1993b). 
The association of infection with urinary stones has been 
known since the time of Hippocrates. The association 
of urease-producing bacteria with struvite calculi was 
documented long ago (McLean et al., 1988). Griffith et 
al. (1976) illustrated the fundamental role of urease in 
the pathogenesis of this infection. Urea hydrolysis by 
bacterial urease activity elevates urine pH and leads to 
Mg and Ca precipitation as struvite and other minerals. 
Jones et al. (1990) showed that isogenic urease-minus 
mutants of P. mirabilis induced less tissue damage when 
experimentally infected into an ascending mouse model 
of UTI. This is due to a lack of stone production as 
well as an elimination of ammonia-induced tissue dam-
age (Johnson et al. , 1993). Ultrastructural examination 
of infection stones reveals the growth of microorganisms 
throughout these calculi (McLean et al., 1989; Takeuchi 
et al., 1984; Winters et al., 1995). Microorganisms 
within mineralized material would be shielded from the 
effects of antimicr9bial . agents (Rocha and Santos, 
1969). Of equal or greater importance, any dislodged 
calculus fragments would contain viable organisms and 
could therefore act as seeds for the rapid development of 
new calculi. These two features explain the high recur-
rence of these calculi (- 50%) in spite of conventional 
surgical techniques (McLean et al., 1988). 
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Clinical therapy 
Current surgical approaches for urinary calculi in-
clude: extracorporeal shockwave lithotripsy (ESWL), 
percutaneous lithotripsy, and anatrophic nephrolithotomy 
(Segura, 1990). In the case of lithotripsy, the rationale 
is to disintegrate the stone in situ after which the sand-
like fragments are passed by the patient (ESWL) or are 
aspirated with a catheter in the case of percutaneous 
lithotripsy. More conventional surgical approaches (i.e., 
anatrophic nephrolithotomy) are based on surgically 
removing the stone from the kidney and other regions of 
the urinary tract. In either case, the patient is generally 
given antibiotic therapy infrequently coupled with uri-
nary acidifiers (Seftel and Resnick, 1990). At least two 
studies have shown that ESWL itself has little adverse 
effect on the infecting microorganisms (Reid et al., 
1990; Stoller and Workman, 1990). Although ESWL is 
non-invasive, some tissue damage does occur (Smith et 
al., 1991). The chief reason for calculus recurrence is 
failure of the patient to pass all residual stone fragments 
(Seftel and Resnick, 1990; Segura, 1990). Conventional 
surgery exhibits the highest success rate (i.e., lowest 
recurrence), however, reinfection does occur in many 
patients. There are the standard risks associated with 
any invasive surgery. Yet, left untreated, this condition 
can re<;ult in the loss of the kidney and mortality within 
5-10 years (Gleeson and Griffith, 1993). 
Contributing Host Factors 
Urinary tract defence mechanisms 
All infectious diseases including UTI, represent an 
ecological interaction between host defenses and micro-
bial virulence. We now address several defence mecha-
nisms in the urinary tract and their influence on UTI. 
The major defence mechanisms in the urinary tract are 
mechanical in nature. These include periodic emptying 
of the bladder (voiding) to remove unattached bacteria, 
prevention of bacterial adhesion to tissue surfaces (slgA 
production, glycosaminoglycan mucous layer, and uro-
epithelial cell turnover), and the length of the male 
urethra which increases the length that uropathogens 
must ascend (Anderson, 19 86; Aronson et al. , 19 8 8; 
Fukushi and Orikasa, 1981; Orikasa and Hinman, 1977). 
Growth of organisms in urine is inhibited by its high 
osmolality due to urea and salts, Zn-containing antibac-
terial secretions by the prostate, and by the low concen-
tration of iron in urine (McLean et al., 1988). Dissemi-
nation of organisms to deeper tissues is prevented by the 
integrity of the uroepithelial tissue (a physical barrier) 
and by cellular mediated immunity (McLean et al., 
1988). The humoral immune system generally combats 
infections in the upper urinary tract. It does not work 
well in the presence of large quantities of urine such as 
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exist in the bladder. When one or more of these non-
specific defence mechanisms is circumvented, the risk 
and incidence of UTI is greatly increased. The most 
common problems involve the complete or partial loss of 
voiding function due to congenital problems, pathology 
related to another disease (e.g., cancer) or neuropathy 
induced by trauma or neurological disease. The other 
major risk factor is the presence of a foreign object such 
as a catheter, stent, or calculus. The loss of voiding 
will increase the residence time of potential pathogens 
and the likelihood that they will be able to initiate infec-
tion. Foreign objects present potential pathogens with 
an immunologically inert (i.e., lacking sigA), non-shed-
ding surface to which they can attach and form biofilms. 
Although many urologists consider the bladder and 
upper urinary tract to be sterile (i.e., < 103 colony 
forming units per rnl urine) , the bladder is intermittently 
exposed to low concentrations of bacteria. Sterile for-
eign Zn disks, implanted into male rat bladders become 
rapidly colonized by biofilm-forrning bacteria within 24 
hours (Nickel, Olson and McLean, unpublished). The 
risk factor of urinary infection associated with foreign 
objects is therefore understandable (Stickler and 
Zimakoff, 1994). 
Urine composition 
Aside from its influence on microbial growth, urine 
chemistry also has a significant impact on mineralization 
processes. The basic premise behind mineral formation 
in the urinary tract is that the solubility of one or more 
urine solutes (e.g., Mg2 + , Ca2+ , PO/, etc.) is reduced. 
The pH of urine is a crucial factor influencing not only 
ion solubility, but also the effectiveness of several 
antibiotics such as trimethoprim and tetracycline (A. 
Hesse, personal communication). Depending upon the 
urine chemistry and the presence of microorganisms, 
one or more minerals then form. Typically, calcium ox-
alate and calcium phosphate calculi are most frequently 
encountered. When urea hydrolysing microorganisms 
are present , struvite is commonly encountered. Uro-
logists may advise their patients to increase fluid intake 
and to reduce intake of foods and liquids containing high 
levels of Ca and Mg. The rationale here is to reduce 
the concentration of ions in urine. Hedelin et al. (1986) 
showed that mineralization processes which could occur 
in artificial urine were inhibited in the presence of in-
creasing concentrations of human urine. More recent 
studies on struvite mineralization in vitro have shown 
that its formation could be inhibited by citrate (McLean 
et al., 1990; Wang et al., 1993), pyrophosphate 
(McLean et al., 1991a), and albumen (Hugosson et al., 
1990). In vitro tests using cat urine showed that, where-
as Tamm-Horsfall glycoprotein enhanced struvite forma-
tion , albumen had no effect (Buffington et al., 1994). 
Biofilm mediated calculus formation in the urinary tract 
In contrast to their effects on calcium oxalate minerali-
zation, heparin sulfate and chondroitin sulfate did not 
interfere with struvite mineral growth in vitro (McLean 
et al., 1990). Crystallisation inhibitors, when present, 
greatly reduce the tendency of dissolved M!f+ and Ca2+ 
to precipitate and form minerals . Edin-Liljegren et al. 
(1992) showed that urine from several human volunteers 
differed in buffering capacity and urease-inhibiting 
capability. 
Bacterial Factors 
Isolates 
The predominant feature of most organisms associ-
ated with struvite urolithiasis is their urease activity 
{reviewed in McLean et al. (1988)}. The few isolates 
which fail to show urease activity generally represent a 
minor component of the calculus or urine microflora. 
The predominate isolates include P. mirabilis and related 
organisms, particularly P. vulgaris, Providencia sp., and 
Morganella morganii. Gram positive cocci (Staphylo-
coccus sp. , Streptococcus sp., Enterococcus sp.) are also 
commonly observed. Corynebacterium sp. D2, a gram 
positive rod has been associated with struvite urolithiasis 
(Soriano et al., 1986) . There have been several cases of 
struvite calculi associated with the Ureaplasma urealyti-
cum, a mycoplasma (Grenabo et al., 1988; Hedelin et 
al., 1984). 
Virulence factors 
In vitro experiments (Griffith et al., 1976) and ge-
netic deletion of urease coupled with animal model tests 
(Jones et al., 1990) have shown urease to be an essential 
virulence factor in the development of these calculi. 
Ammonia, generated by urea hydrolysis, elevates urine 
pH and induces production of ammonium (NH4 +), car-
bonate (CO/-), phosphate (POl), and hydroxide (OR) 
ions. Mg2+ and Ca2+ are relatively insoluble at alkaline 
pH and precipitate as struvite and carbonate-apatite due 
to the aforementioned other ions. Also, P. mirabilis 
mutants, lacking urease, are much less able to colonize 
and cause tissue damage in a mouse model of ascending 
UTI (Jones et al., 1990). Other virulence factors also 
play a role. To date, hemagglutinin, pili, lgA protease, 
siderophore production, capsule polysaccharide (CPS) 
production, and toxins {hemolysin and lipid A (endotox-
in)} have been identified (McLean et al., 1988; Mobley 
and Chippendale, 1990). These factors are important in 
that they enable P. mirabilis to colonize and survive in 
the urinary tract, evade host defense mechanisms, and 
induce tissue damage. The distinguishing features of 
struvite urolithiasis are its urease-induced mineral 
formation, rapidity of growth, and high rate of 
recurrence. 
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Bacteria can also influence calculus formation indi-
rectly by reducing or removing crystal growth inhibitors 
from urine. In vitro experiments by Edin-Liljegren et 
al. (1995) showed that Escherichia coli could reduce 
citrate concentrations in human urine_ Similar removal 
of crystal growth inhibitors or production of crystal 
growth promoters by bacteria would certainly enhance 
calculus formation. 
Ultrastructural studies of struvite urolithiasis have 
shown the bacteria, responsible for this disease, to be 
present throughout these calculi (McLean et al. , 1988), 
and to be intimately associated with both the crystalline 
and matrix components. The majority of these bacteria 
possess urease activity and produce CPS in the immedi-
ate vicinity of struvite crystals. This has been observed 
in both clinical samples (McLean et al., 1989) and in 
stones produced in an animal model (Nickel et al., 
1987). It has been proposed that the bacterial CPS is 
largely responsible for initiating matrix deposition and 
crystal binding, and may even be crucial in the process 
of crystal nucleation through creating an alkaline, metal 
(Ca and Mg) saturated microenvironment (Clapham et 
al., 1990; Dumanski et al., 1994; McLean et al. , 
1991b)_ Although considerable morphological evidence 
has been obtained as to the role of P. mirabilis CPS in 
this infection, definitive evidence of its importance has 
not yet been shown using acapsular strains of P. mira-
bilis in an animal model experiment. 
Biofilm formation 
Biofilms are an integral aspect of many types of 
chronic UTI such as device associated infections, chron-
ic prostatitis, and struvite calculi (McLean et al., 1995; 
Stickler and McLean, 1995; Stickler and Zimakoff, 
1994). In device-associated infections, bacteria colonize 
the surfaces of catheters and stents forming encapsulated 
biofilm communities. When growing as biofilms, bacte-
ria are notoriously resistant to host defenses and anti-
microbial therapy (Stickler et al., 1989, 1991). From 
this protected environment, they can disseminate to uri-
nary tissues such as the kidney. In general terms, bio-
film formation occurs when organisms encounter a sur-
face, attach to the surface, then spread over the surface, 
thereby growing into an adherent biofilm community. 
The surfaces of implanted devices rapidly become coated 
with conditioning films of protein from body fluids. 
These coatings can provide receptor sites for bacterial 
attachment (Stickler and McLean, 1995). In the case of 
urinary catheters, Ohkawa et al. (1990) found that cathe-
ters removed from patients after just 1-3 days were coat-
ed with a fibrous material which specifically reacted 
with antihuman fibrinogen fluorescent conjugate. Such 
organic conditioning films have been well -documented 
in a variety of environments (Busscher et al., 1995; 
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Hawthorn and Reid , 1990; Reid et al., 1992; Schneider 
et al., 1994). Conditioning films can alter the chemistry 
of a surface in several ways. They can mask an other-
wise harmful surface coating, directly or indirectly pro-
vide a source of nutrition, or provide receptors for bac-
terial adhesion. The initial encounter with the surface 
can be facilitated by cell motility due to flagella. Al-
ternatively, the flow of liquids such as urine over a sur-
face will ensure exposure of microorganisms. Bacterial 
attachment to a substratum is facilitated by adhesions, 
i.e., structures on the bacterial cell surface, notably 
fimbriae and CPS, whose primary function is adhesion 
(Marshall et al., 1971; McLean et al., 1994). Several 
cellular functions are triggered by surface adhesion. 
One notable characteristic is CPS production (Davies 
and Geesey, 1995), a major component of biofilms. As 
adherent cells grow, they form small encapsulated mi-
crocolonies which are small clumps of morphologically 
identical cells (often 2-10 cells) immediately adjacent to 
each other. Growth of adjacent microcolonies towards 
each other will lead to the development of a mature 
biofilm. Details of this process and other aspects of 
biofilm biology have been published by Korber et al. 
(1995). 
Mineralization of Biofilms 
The presence of any solid in the lumen of a pipe 
will adversely affect the flow of liquids. When biofilms 
are present, they can reduce the effective diameter of the 
lumen and increase friction for liquid flow (Costerton et 
al., 1987; Stickler et al., 1993b). The same can be said 
for catheters and stents since they represent medically 
important pipes. Mineralization of biofilms exacerbates 
this problem. In general terms, encrusted biofilms are 
thicker and possess a rougher surface than non-mineral-
ized biofilms (Cox and Hukins, 1989; Cox et al. , 1989; 
Hukins et al., 1983; Liedberg et al., 1991; Ohkawa et 
al., 1990; Stickler et al., 1993a). The thicker coating 
further reduces the lumen diameter and may also inhibit 
the activity of antimicrobial agents against the organisms 
(Stickler and Hewett, 1991). The rougher surface of 
mineralized biofilms can exacerbate tissue damage by 
the catheter (Hukins et al., 1983; Norlen et al., 1988), 
thus providing a portal of entry for urinary pathogens to 
deeper host tissues (Stickler and Zimakoff, 1994). 
Biological and physical factors will influence biofilm 
mineralization. Biological influences include the types 
of organisms present, their metabolism (e. g., urease ac-
tivity), and the influence of cell surface materials such 
as CPS. Physical factors controlling biofilm minerali-
zation include the influence of the underlying substratum 
(e.g., catheter and any conditioning film) to which the 
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biofilm is attached (Lopez-Lopez et al., 1991; Schmitz 
et al., 1993; Stickler et al., 1989, 1991), and the overall 
urine chemistry, addressed earlier. The majority of 
microorganisms associated with biofilm mineralization in 
the urinary tract share a common attribute of urease 
activity. As in stone formation, urease represents the 
major driving force behind mineralization of catheter 
biofilms, creating the alkaline conditions that induce 
crystallisation of the calcium and magnesium salts (Cox 
et al., 1989; Stickler et al., 1993a). 
Biomineralization is not unique to catheter encrusta-
tion. Indeed, it is widely documented in the geological 
and microbiological literature (for recent reviews, see 
Beveridge, 1989; McLean and Beveridge, 1990). Uro-
nic acids, pyruvate residues and/or phosphate groups 
present in cell walls and CPS give bacteria an overall 
negative charge. This enables bacteria to sequester 
cations such as Mg2+, Ca2+, and FeH onto their cell 
surface. Under appropriate chemical conditions, these 
bound cations can precipitate and form minerals (Bever-
idge, 1989; McLean and Beveridge, 1990). Clapham et 
al. (1990) first investigated this phenomenon in relation 
to struvite crystal growth. They found that struvite crys-
tals grown adjacent toP. mirabilis and its CPS polymers 
adopted dendritic crystal habits characteristic of rapid 
growth. In contrast, struvite crystals grown at a dis-
tance from P. mirabilis adopted a more tabular crystal 
habit, reflecting slower growth. Further experiments by 
Dumanski et al. (1994), showed that CPS enhancement 
of struvite growth in vitro was a unique feature of P. 
mirabilis CPS. 
Mineralization processes within biofilms are influ-
enced by several factors . Certainly, anionic CPS and 
bacterial cell envelope polymers will bind and concen-
trate metal ions as described above. Since the majority 
of cells within biofilms are buried within CPS, diffusion 
of substances through the biofilm is slowed. Diffusion 
gradients, coupled with metabolic activities of biofilm 
microorganisms, result in the establishment of hetero-
geneous chemical microenvironments within biofilms 
(Korber et al., 1995), which are often quite different 
from the chemical environment in the surrounding 
fluids. McLean et al. (1991b) showed that biofilms of 
P. mirabilis created an alkaline microenvironment and 
were able to protect acid-labile struvite crystals from 
dissolution when exposed to artificial urine pH 5.8. 
Examination of struvite crystals by transmission 
electron microscopy (TEM) shows that mineralization 
within biofilms occurs at or near the surface of P. mir-
abilis cells (Fig. 1) (McLean et al., 1985; Winterset 
al., 1995). In the mouth, another type of calculus forms 
due to plaque mineralization (Mishima et al., 1992). In 
contrast to struvite urinary calculi, plaque (biofilm) 
mineralization by CaiP04) 2 occurs throughout the cells 
Biofilm mediated calculus formation in the urinary tract 
Figure 1. Transmission electron micrograph of sections of an encrusting biofilm that had grown over 24 hours on a 
silicone catheter due to inoculation with Proteus mirabilis and Escherichia coli (Winters et al., 1995). Micrographs 
represent regions taken immediately adjacent to the catheter surface (S) (Fig. la), in the central region of the biofilm 
(Fig. lb) and at the luminal surface (Fig. lc) . Gram negative bacterial cells (arrow) are quite evident throughout the 
anionic, ruthenium-red-staining polysaccharide matrix (m) of the biofilms. The unstained areas (C) are remnants of 
struvite and apatite crystals which have dissolved during sample preparation. Bars = 1 J.tiD. 
and organic matrix along a broad front. This would 
suggest that biofilm-mediated calculus formation can 
occur by several different mechanisms. 
Physiology of biofilm organisms is also heterogene-
ous. In contrast to planktonic bacteria, growth rates of 
biofilm organisms are slowed because of diffusion gradi-
ents of nutrients and metabolic waste products within 
biofilms, as well as competition for nutrients from cells 
in close proximity to each other. Notwithstanding 
plasmid- and chromosome-encoded antibiotic resistance 
mechanisms, biofilm organisms exhibit markedly lower-
ed susceptibility to antibiotics because of low growth 
rates and low diffusion of antibiotics into biofilms 
(Gilbert and Brown, 1995). 
Conclusions and Prospects for Future 
The identification of factors that promote biofilm 
formation and mineralization, suggests a variety of alter-
native strategies to those currently used to deal with the 
problem. The key features of the process: (a) the 
colonization of the urinary tract by P. mirabilis, (b) the 
development of bacterial communities embedded in a 
common polysaccharide matrix, (c) the attraction of the 
calcium and magnesium ions into the gel of the polysac-
charide, and (d) the generation of alkaline conditions in 
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the biofilm matrix by the activity of urease, can all be 
considered as potential targets. 
Inhibition of extracellular polysaccharide production 
by P. mirabilis or dispersion of the polysaccharide ma-
trix would undermine biofilm formation and prevent the 
concentration of calcium and magnesium ions in a gel 
which promoted crystallisation. The absence of an ex-
tensive biofilm matrix could also enhance the effective-
ness of crystallisation inhibitors such as citrate. 
The instillation of acid solutions directly into the 
bladder or the oral administration of urinary acidifying 
agents such as ascorbic acid are commonly used to try 
to control catheter encrustation. Clinical experience of 
these methods is poor, however, and the work of Bibby 
and Hukins (1993) has shown that the addition of hydro-
gen ions to urine containing urease simply causes more 
urea to be converted into ammonia, and alkaline condi-
tions are quickly restored. Inhibitors of urease such as 
acetohydroxamic acid and flurofamide have been shown 
to be much more effective in lowering pH in P. mira-
hi/is infected urine (Rosenstein and Hamilton-Miller, 
1984). A controlled clinical trial with acetohydroxamic 
acid also demonstrated that it significantly inhibited the 
growth of struvite stones (Williams et al., 1984). Half 
of the patients receiving the drug, however, experienced 
adverse reactions (tremulousness and phlebothrombosis). 
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A less toxic molecule would, of course, be required for 
the long-term inhibition of the urease activity that would 
be necessary to control mineralization. 
The biomaterials currently used in the manufacture 
of catheters provide highly attractive surfaces for bacte-
rial colonization and biofilm formation. Alteration of 
the physicochemical nature of catheter surfaces by coat-
ing with hydrophilic hydrogels or the incorporation of 
antibacterial agents such as silver have been used to try 
to control encrustation (Liedberg et al., 1991). While 
these surfaces resist encrustation in in vitro tests with 
artificial urine to which urease has been added, there is 
no evidence that they are effective in patients infected 
with P. mirabilis where conditioning films will rapidly 
coat the catheter surface, where struvite crystals formed 
in the urine will attach to the catheter and where debris 
from pioneering cells that might be killed by the antibac-
terial, all provide foundations for subsequent coloniza-
tion shielded from the antimicrobial in the catheter. A 
biomaterial capable of releasing the active agent at a 
steady rate over prolonged periods, producing bacterici-
dal concentrations in the urine bathing the catheter sur-
faces, might be more successful in preventing biofilm 
development. The constant sloughing away of epithelial 
cells from the bladder surface is an important defence 
mechanism against bacterial colonization. A catheter 
surface that slowly dissolved away as urine flowed over 
it, washing away any bacteria or crystals that had man-
aged to attach themselves, could also be effective. 
The root of the problem is, of course, the infection 
of the urinary tract with P. mirabilis. The radical solu-
tion is therefore aggressive antibiotic therapy targeted 
specifically at this organism. In the presence of stones 
or catheters, however, these infections are almost impos-
sible to eradicate by current antibiotic regimes (Slack, 
1992). The development of appropriate drug regimes 
might be feasible if more was known about the response 
of this species to antibiotics in the various stages of 
biofilm formation and mineralization. 
Acknowledgements 
Research in the authors' laboratories has been sup-
ported by grants from the Welsh Scheme for the Devel-
opment of Health and Social Research (DJS), the Kidney 
Foundation of Canada (RJCM, JCN), the Natural Sci-
ences and Engineering Research Council of Canada 
(RJCM) and a Research Enhancement Grant from South-
west Texas State University (RJCM) . We express our 
appreciation to Carol Winters for providing the trans-
mission electron micrographs. 
References 
Anderson RV (1986) Urinary tract infections in 
170 
compromised hosts. Urol Clin N Am 13, 727-734. 
Aronson M , Medalia 0, Amichay D, Nativ 0 
(1988) Endotoxin-induced shedding of viable uroepithe-
lial cells is an antimicrobial defense mechanism. Infect 
Immun 56, 1615-1617. 
Beveridge TJ (1989) Role of cellular design in bac-
terial metal accumulation and mineralization. Ann Rev 
Microbiol43, 147-171. 
Bibby JM, Hukins DWL (1993) Acidification of 
urine is not a feasible method for preventing encrustation 
of indwelling urinary catheters. Scand J Urol Nephrol 
27, 63-65. 
Buffington CA, Blaisdell JL, Sako T (1994) Effects 
of Tamm-Horsfall glycoprotein and albumin on struvite 
crystal growth in urine of cats. Am J Vet Res 55, 965-
971. 
Busscher HJ , Bos R, Vander Mei HC (1995) Initial 
microbial adhesion is a determinant for the strength of 
biofilm adhesion . FEMS Microbial Lett 128, 229-234. 
Clapham L, McLean RJC, Nickel JC, Downey J, 
Costerton JW (1990) The influence of bacteria on stru-
vite crystal habit and its importance in urinary stone for-
mation. J Crystal Growth 104, 475-484. 
Costerton JW, Cheng K-J , Geesey GG, Ladd Tl, 
Nickel JC, Dasgupta M, Marrie TJ (1987) Bacterial bio-
films in nature and disease. Ann Rev Microbiol41 , 435-
464. 
Cox AJ , Hukins DWL (1989) Morphology of min-
eral deposits on encrusted urinary catheters investigated 
by scanning electron microscopy. J Urol 142, 1347-
1350. 
Cox AJ, Hukins DW, Sutton TM (1989) Infection 
of catheterized patients: bacterial colonization of en-
crusted Foley catheters shown by scanning electron 
microscopy . Urol Res 17, 349-352. 
Davies DG, Geesey GG (1995) Regulation of the 
alginate biosynthesis gene algC in Pseudomonas aerugi-
nosa during biofilm development in continuous culture. 
Appl Environ Microbial 61, 860-867. 
Dumanski AJ, Hedelin H, Edin-Liljegren A, Beau-
chemin D, McLean RJC (1994) Unique ability of Pro-
teus mirabilis capsule to enhance mineral growth in in-
fectious urinary calculi . Infect Immun 62, 2998-3003. 
Edin-Liljegren A, Grenabo L , Redel in H, Pettersson 
S, Wang YH (1992) The influence of pH and urine on 
urease enzymatic activity . Urol Res 20, 35-39. 
Edin-Liljegren A, Hedelin H, Grenabo L, Pettersson 
S (1995) Impact of Escherichia coli on urine citrate and 
urease-induced crystallization . Scanning Microsc 9, 901-
905. 
Fukushi Y, Orikasa S (1981) The role of intra-
vesical polymorphonuclear leukocytes in experimental 
cystitis. Invest Urol18, 471-474. 
Gilbert P, Brown MRW (1995) Mechanisms of the 
Biofilm mediated calculus formation in the urinary tract 
protection of bacterial biofilms from antimicrobial 
agents. In: Microbial Biofilms. Lappin-Scott HM, 
Costerton JW (eds.). Cambridge University Press, 
Cambridge, UK. pp. 118-130. 
Gleeson MJ, Griffith DP (1993) Struvite calculi. Br 
J Urol 71, 503-511. 
Grenabo L, Hedelin H, Pettersson S (1988) Urinary 
infection stones caused by Ureaplasma urealyticum: A 
review. Scand J Infect Dis Suppl 53, 46-49. 
Griffith DP, Musher DM, Itin C (1976) Urease the 
primary cause of infection-induced urinary stones. Invest 
Urol 13, 346-350. 
Hawthorn LA, Reid G (1990) The effect of protein 
and urine on uropathogen adhesion to polymer substrata. 
J Biomed Mater Res 24, 1325-1332. 
Hedelin H, Brorson J-E, Grenabo L, Pettersson L 
(1984) Ureaplasma urealyticum and upper urinary tract 
stones. Br J Urol 56, 244-249. 
Hedelin H, Grenabo L, Pettersson S (1986) The 
effects of ure.ase in undiluted human urine. J Uroll36, 
743-745. 
Hesse A, Nolde A, Klump B, Marklein G, Tusche-
witzki GJ (1992) In vitro investigations into the forma-
tion and dissolution of infection-induced catheter encrus-
tations. Br J Urol 70, 429-434. 
Hugosson J, Grenabo L, Hedelin H, Pettersson S 
(1990) Effects of serum, albumen and immunoglobulins 
in urease-induced crystallization in urine. Urol Res 18, 
407-411. 
Hukins DWL, Hickey DS, Kennedy AP (1983) 
Catheter encrustation by struvite. Br J Urol55, 304-305. 
Johnson DE, Russell RG, Lockatell CV, Zulty JC, 
Warren JW, Mobley HLT (1993) Contribution of Pro-
teus mirabilis urease to persistence, urolithiasis, and 
acute pyelonephritis in a mouse model of ascending uri-
nary tract infection. Infect Immun 61 , 2748-2754. 
Jones BD, Lockatell CV, Johnson DE, Warren JW, 
Mobley HLT (1990) Construction of a urease-negative 
mutant of Proteus mirabilis: Analysis of virulence in a 
mouse model of ascending urinary tract infection. Infect 
Immun 58, 1120-1123. 
Korber DR, Lawrence JR, Lappin-Scott HM, 
Costerton JW (1995) Growth of microorganisms on sur-
faces. In: Microbial Biofilms. Lappin-Scott HM, Caster-
ton JW (eds.). Cambridge University Press, Cambridge, 
UK. pp. 15-45. 
Liedberg H, Ekman P, Lundeberg T (1991) Urease-
induced precipitation on latex and silver coated latex in 
vitro. Scand J Urol Nephrol 138, 239-240. 
Lopez-Lopez G, Pascual A, Perea EJ (1991) Effect 
of plastic catheter material on bacterial adherence and 
viability. J Med Microbiol34, 349-353. 
Marshall KC, Stout R, Mitchell R (1971) Mecha-
nisms of the initial events in the sorption of marine 
171 
bacteria to solid surfaces. J Gen Microbial 68, 337-348. 
McLean RJC, Beveridge TJ (1990) Metal binding 
capacity of bacterial surfaces and their ability to form 
mineralized aggregates. In: Microbial Mineral Recovery. 
Ehrlich HL, Brierley CL (eds.). McGraw-Hill, New 
York. pp. 185-222. 
McLean RJC, Nickel JC, Noakes VC, Costerton JW 
(1985) An in vitro study of infectious kidney stone 
genesis. Infect Immun 49, 805-811. 
McLean RJC, Nickel JC, Cheng K-J, Costerton JW 
(1988) The ecology and pathogenicity of urease-produc-
ing bacteria in the urinary tract. Crit Rev Microbiol16, 
37-79. 
McLean RJC, Nickel JC, Beveridge TJ, Costerton 
JW (1989) Observations of the ultrastructure of infected 
kidney stones. J Med Microbiol29, 1-7. 
McLean RJC, Downey J, Clapham L, Nickel JC 
(1990) Influence of chondroitin sulfate, heparin sulfate, 
and citrate on Proteus mirabilis-induced struvite crystal-
lization in vitro. J Urol144, 1267-1271. 
McLean RJC , Downey J, Clapham L, Wilson JWL, 
Nickel JC (1991a) Pyrophosphate inhibition of Proteus 
mirabilis-induced struvite crystallization in vitro . Clin 
Chim Acta 200, 107-118. 
McLean RJC, Lawrence JR, Korber DR, Caldwell 
DE (1991b) Proteus mirabilis biofilm protection against 
struvite crystal dissolution and its implications in struvite 
urolithiasis. J Urol146, 1138-1142. 
McLean RJC, Caldwell DE, Costerton JW (1994) 
Biofilms, naturally occurring communities of immobi-
lized cells. In: Immobilized Biosystems Theory and 
Practical Applications. Veliky IA, McLean RJC (eds.). 
Blackie Academic and Professional , Glasgow, Scotland. 
pp. 289-335. 
McLean RJC, Nickel JC, Olson ME (1995) Biofilm 
associated urinary tract infections. In: Microbial 
Biofilms. Lappin-Scott HM, Costerton JW (eds.). Cam-
bridge University Press , Cambridge, UK. pp. 261-273. 
Mishima H, Yamamoto H, Sakae T (1992) Scanning 
electron microscopy-energy dispersive spectroscopy and 
X-ray diffraction analyses of human salivary stones. 
Scanning Microsc 6, 487-494. 
Mobley HLT, ChippendaleGR (1990) Hemagglutin-
in, urease, and hemolysin production by Proteus mira-
hi/is from clinical sources. J Infect Dis 161, 525-530. 
Nickel JC, Olson ME, McLean RJC, Grant SK, 
Costerton JW (1987) An ecologic study of infected uri-
nary stone genesis in an animal model. Br J Urol 59, 
21-30. 
Norlen LJ, Ekelund P, Hedelin H, Johansson SL 
(1988) Effects of indwelling catheters on the urethral 
mucosa (polypoid urethritis). Scand J Urol Nephrol 22, 
81-86. 
Ohkawa M, Sugata T, Sawaki M, Nakashima T, 
R.J.C. McLean, D.J. Stickler and J.C. Nickel 
Fuse H, Hisazurni H (1990) Bacterial and crystal adher-
ence to the surfaces of indwelling urethral catheters. J 
Urol143, 717-721. 
Orikasa S, Hinman F Jr (1977) Reaction of the vesi-
cal wall to bacterial penetration. Resistance to attach-
ment, desquamation, and leukocytic activity. Invest Urol 
15, 185-193. 
Reid G, Jewett MAS, Nickel JC, McLean RJC, 
Bruce AW (1990) Effect of extra corporeal shock wave 
lithotripsy on bacterial viability: relationship to the 
treatment of struvite stones. Urol Res 18, 425-427. 
Reid G, Tieszer C, Foerch R, Busscher HJ, Khoury 
AE, Van der Mei HC (1992) The binding of urinary 
components and uropathogens to a silicon latex urethral 
catheter. Cells Mater 2, 253-260. 
Rocha H, Santos LCS (1969) Relapse of urinary 
tract infection in the presence of urinary tract calculi: 
The role of bacteria within the calculi. J Med Microbiol 
2, 372-376. 
Rosenstein UM, Hamilton-Miller JMT (1984) Inhi-
bitors of urease as chemotherapeutic agents. Crit Rev 
Microbiolll, 1-92. 
Schmitz W, Nolde A, Marklein G, Hesse A (1993) 
In vitro studies of encrustations on catheters, a model of 
infection stone formation. Cells Mater 3, 1-10. 
Schneider RP, Chadwick BR, Pembrey R, Jankow-
ski J, Acworth I (1994) Retention of the gram-negative 
bacterium SW8 on surfaces under conditions relevant to 
the subsurface environment: Effects of conditioning 
films and substratum nature. FEMS Microbiol Ecol 14, 
243-254. 
Seftel A, Resnick MI (1990) Metabolic evaluation 
of urolithiasis. Urol Clin N Am 17, 159-169. 
Segura JW (1990) Role of percutaneous procedures 
in the management of renal calculi. U rol Clio N Am 17, 
207-216. 
Slack RCB (1992) Urinary tract infections. In: 
Antibiotic and Chemotherapy. 6th Edition. Lambert HP, 
O'Grady FW (eds.). Churchill Livingstone, Edinburgh. 
pp. 407-415. 
Smith LH, Drach G, Hall P, Lingeman J, Premin-
ger G, Resnick MI, Segura JW (1991) National High 
Blood Pressure Education Program (NHBPEP): Review 
paper on complications of shock wave lithotripsy for 
urinary calculi. Am J Med 91, 635-641. 
Soriano F, Ponte C, Santamaria M, Castilla C, 
Roblas RF (1986) In vitro and in vivo study of stone 
formation by Corynebacterium group D2 (Corynebacte-
rium urealyticum). J Clio Microbio123, 691-694. 
Stickler DJ, Hewett P (1991) Activity of antiseptics 
against biofilms of mixed bacterial species growing on 
silicone surfaces. Eur J Clio Microbial Infect Dis 10, 
416-421. 
Stickler DJ, McLean RJC (1995) Biomaterials asso-
ciated infections: The scale of the problem. Cells Mater 
5, 167-182. 
Stickler DJ, Zimakoff J (1994) Complications of 
urinary tract infections associated with devices used for 
long-term bladder management. J Hosp Infect 28, 177-
194. 
172 
Stickler DJ, Dolman J, Rolfe S, Chawla J (1989) 
Activity of antiseptics against Escherichia coli growing 
as biofilms on silicone surfaces. Eur J Clin Microbiol 
Infect Dis 8, 974-980. 
Stickler DJ, Dolman J, Rolfe S, Chawla J (1991) 
Activity of some antiseptics against urinary tract patho-
gens growing as biofilms on silicone surfaces. Eur J 
Clin Microbiol Infect Dis 10, 410-415. 
Stickler DJ, Ganderton L, King J (1993a) Proteus 
mirabilis biofilms and the encrustation of urethral 
catheters. Urol Res 21, 407-411. 
Stickler DJ, King JB, Winters C, Morris SL 
(1993b) Blockage of urethral catheters by bacterial 
biofilms. J Infect 27, 133-135. 
Stoller ML, Workman SJ (1990) The effect of ex-
tracorporeal shock wave lithotripsy on the microbiologi-
cal flora of urinary calculi. J Urol144, 619-621. 
Takeuchi H, Takayama H, Konishi T, Tomoyoshi 
T (1984) Scanning electron microscopy detects bacteria 
within infection stones. J Uroll32, 67-69. 
Wang YH, Grenabo L, Hedelin H, McLean RJC, 
Nickel JC, Pettersson S (1993) Citrate and urease-
induced crystallization in synthetic and human urine. 
Urol Res 21, 109-115. 
Williams JJ, Rodman JS, Peterson CM (1984) A 
randomized double-blind study of acetohydroxamic acid 
in struvite nephrolithiasis. N Engl J Med 311, 760-764. 
Winters C, Stickler DJ, Howe NS, Williams TJ, 
Wilkinson N, Buckley CJ (1995) Some observations on 
the structure of encrusting biofilms of Proteus mirabilis 
on urethral catheters. Cells Mater 5, 245-253 . 
Discussion with Reviewers 
G. Wolfaardt: Can the authors provide some more 
information on the natural microflora in urine? 
Authors: Natural microflora in urine are generally con-
sidered to be present only in the distal urethra. Any 
which ascend to the bladder or kidneys are considered to 
be potential pathogens. Two detailed studies on the 
urethral flora of human females were carried out by 
Marrie et al. (1978, 1980). They found the aerobic 
flora to be dominated by Lactobacillus sp and Staphylo-
coccus epidermidis, and the anaerobic flora to be domi-
nated by Bacteroides melaninogenicus. The predominant 
species varied among premenarchal, reproductive age, 
and post-menopausal women. Of note, aerobic gram 
negative rods such as Escherichia coli, Proteus mirabilis 
Biofilm mediated calculus formation in the urinary tract 
were only present in any significant numbers during 
urinary tract infection. 
G. Wolfaardt: Please define CPS (capsular polysaccha-
rides). Is CPS really largely responsible for initial 
matrix deposition? 
Authors: The literature is a little ambiguous as to the 
use of capsule, slime, glycocalyx, extracellular polysac-
charides, etc. As extracellular polymers in some organ-
isms, e.g., Bacillus anthracis are polymers of gamma-
D-glutamic acid, this precludes the use of glycocalyx. 
Similarly, using extracellular polymers might lead to 
confusion with lipopolysaccharide, or teichoic acids, 
hence our rationale for using the term capsule polysac-
charides (CPS). The origin of the organic matrix of 
urinary calculi has still not been firmly established. 
While the mineral component of calculi varies widely, 
the organic matrix component is relatively constant and 
is comprised largely of host-derived material (Boyce, 
1968; Morse and Resnick , 1988). Vermeulen and Lyon 
(1968) postulated that the stone matrix formed as a con-
sequence of mineral crystallization. The presence of 
matrix calculi (Allen and Spence, 1966) containing little 
or no mineral component would refute this claim. Our 
suggestion that matrix formation is induced by bacterial 
CPS is based on our observations that bacteria growing 
in the urinary tract always produce CPS (McLean et al. , 
1989) and that the urinary tract has low levels of bac-
teria, even in many healthy individuals. These bacteria 
are available to interact with particulates, including 
calcium oxalate crystals, and so may induce matrix 
formation. Definitive testing of this hypothesis awaits 
the development of isogenic acapsular mutants of 
Proteus mirabilis and testing in an animal model. 
G. Wolfaardt: "Mineralization of biofilms" is mis-
leading. What the authors really mean is accumulation 
or deposition of inorganic materials (crystals or 
mineralization products) in (organic) biofilms. The 
organic components ofbiofilms (cells and polymers) are 
not mineralized. Note that the term "mineralization" is 
also frequently used to describe the process in which 
organic contaminants (such as chlorinated hydrocarbons) 
are completely degraded by microbes to produce H20 
and C02• 
Authors: While mineralization has a connotation in the 
decomposition of organic carbon to inorganic carbon, we 
have used it in a geological context in which mineraliza-
tion means the formation and accumulation of minerals. 
G. Wolfaardt: In the fifth paragraph of Mineralization 
of biofilms, the authors state: "Examination of struvite 
crystals by TEM shows that mineralization within bio-
films occurs in discrete sites at or near the surface of P. 
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mirabilis cells (Fig. 1)." I am afraid that I cannot see 
these discrete sites. The cells seem to be evenly distrib-
uted, and with the crystals larger than the cells, I cannot 
agree that such a conclusion can be drawn from Figure 
1, especially considering that a major portion of the 
crystals could have dissolved during sample preparation. 
Authors: By discrete sites, we mean that the crystals 
occur sporadically throughout the biofilm as seen in Fig-
ure 1 and McLean et al. (1985). In contrast, dental cal-
culi exhibit a broad mineralization front in which all 
components of the dental plaque (biofilm) become simul-
taneously mineralized (Mishima et al., 1992; McLean 
and Beveridge, unpublished results). This includes the 
cells and surrounding matrix. 
G. Wolfaardt: What proportion of the calculi consist 
of struvite and apatite crystals? In Figure 1 legend, it is 
stated that the crystals have dissolved during sample 
preparation. Is it possible that these calculi consist 
mainly of organic material (microbial cells and poly-
mers) in which the crystals became trapped and grown? 
Is there enough evidence to state that microbes grow 
throughout these calculi , or is this an illusion created by 
streaming of the dissolved (crystal) material which re-
sulted in mixing of bacteria and the remaining smaller 
crystals? How much protection can this "mineralized 
material" really provide against antimicrobial agents? 
Authors: Current thinking on the percentage of struvite 
and apatite in mineralized calculi is approximately 10-
50%. There is considerable evidence that bacteria grow 
throughout these calculi and that this mode of growth 
protects them from antimicrobial agents. The original 
references for this work are Rocha and Santos (1969) 
and Takeuchi et al. (1984). 
J.R. Lawrence: Can the authors suggest a method to 
inhibit CPS production? 
Authors: Several attempts have been made to control 
CPS production in bacteria. While developing a iso-
genic CPS minus mutant is the best way, this is not 
practical in a clinical setting. Recently, Domeneco et a!. 
(1993) have shown that bismuth salicylate may be effec-
tive in blocking CPS production in some bacteria. This 
is worthy of further investigation. 
J.R. Lawrence: What type of materials could be used 
to create a dissolving surface for catheters? Are there 
models in other areas of biofouling that could be 
applied? 
Authors: Our comments regarding developing catheters 
with "shedding surfaces" were made in the context of 
trying to mimic the natural defenses that occur in the 
urethra and bladder and in the intestinal tract. To date, 
these are merely ideas and not yet working hypotheses 
R.J.C. McLean, D.J. Stickler and J.C. Nickel 
for study. 
Reviewer IV: Are patients diagnosed with conventional 
metabolic stones predisposed to bacterial stones, or is 
there no correlation? 
Authors: Patients diagnosed with conventional metabol-
ic stones or possessing any other foreign body in the 
urinary tract, such as a stentor catheter, are predisposed 
to bacterial stones. See reviews by Griffith (1978) and 
others. 
Reviewer IV: Do patients exhibit kidney infection prior 
to stone formation, or are they often asymptomatic? 
Authors: Some patients do exhibit acute urinary infe-
ction before stone formation. Whether or not stones 
actually form is due in some part to natural inhibitors 
found in the urine as described by H. Hedelin and his 
colleagues (Hugosson et al., 1989; Hedelin et al., 1986, 
1989, 1991; Edin-Liljegren et al., 1994, 1995). 
Reviewer IV: Do the authors think that the alkaline 
conditions of the bladder and the calculi may also be a 
primary factor in antibiotic resistance. And has the pH 
been studied within the mineralized biofilms? 
Authors: The alkaline conditions of the bladder may 
influence antibiotic effectiveness given the various pH 
optima of antibiotics; pH studies within mineralized 
biofilms have been done by J.R. Lawrence, D. Korber , 
D.E. Caldwell, and others with the advent of scanning 
confocal laser microscopy and the development of 
fluorescent pH probes (reviewed in Korber et al., 1995). 
Reviewer IV: Are these calculi usually composed of 
single species, or are they mixed bacterial communities 
as found in dental plaque? 
Authors: Urinary calculi are generally comprised of 
several species. Often one species will predominate, but 
this is not always the case. 
Reviewer IV: Have the authors found that the bacteria 
grow and divide within the calculi after mineralization or 
do they become dormant? 
Authors: We have no indication that bacteria within a 
mineralized biofilm grow or become dormant. They do 
not die, however, as they can be cultured from calculus 
fragments. 
A. Hesse: Are there any indications that in the case of 
UTI there is any increase in the excretion of Tamm-
Horsfall protein (THP) or glycosaminoglycans (GAGs) 
in the urine? 
Authors: I am not aware of any studies in which urine 
THP or GAGs have been measured as a consequence of 
infection. 
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A. Hesse: Are the high-molecular weight glycoproteins 
merely an absorption medium, or are they also a source 
of sustenance for the bacteria? 
Authors: The high molecular weight glycoproteins 
could easily be a source of nutrition to bacteria as well 
as an absorption medium. I must emphasize that these 
substances do incorporate into the matrix of calculi and 
indeed form the major matrix component. 
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